120 mg of each leaf sample was removed from -80 °C, cut into 2 mm pieces and placed into 100 μl of CTAB buffer (2% CTAB, 1.4M NaCl, 0.2% 2-mercaptoethanol, 20 mM EDTA, 100 mM Tris-HCL adjusted to pH 8). Tissue was then disrupted using a TissueLyser (Qiagen) at 30 mHz for 1 min. 100 μl of CTAB buffer was added and the mechanical disruption was repeated. The disrupted tissue was split equally into three 2 ml microfuge tubes and total volume was made up to 400 μl in each tube with CTAB buffer. The samples were incubated at 60 °C for 45 min with periodic inversion.
DNA extraction method
120 mg of each leaf sample was removed from -80 °C, cut into 2 mm pieces and placed into 100 μl of CTAB buffer (2% CTAB, 1.4M NaCl, 0.2% 2-mercaptoethanol, 20 mM EDTA, 100 mM Tris-HCL adjusted to pH 8). Tissue was then disrupted using a TissueLyser (Qiagen) at 30 mHz for 1 min. 100 μl of CTAB buffer was added and the mechanical disruption was repeated. The disrupted tissue was split equally into three 2 ml microfuge tubes and total volume was made up to 400 μl in each tube with CTAB buffer. The samples were incubated at 60 °C for 45 min with periodic inversion.
After incubation one volume of chloroform-isoamyl alcohol (24:1) was added to each sample and mixed by inversion until homogeneous. The samples were centrifuged at 3000 x g for 10 min. The upper aqueous phase was kept and DNA was precipitated by the addition of two thirds the total volume of isopropanol and incubation overnight at -20 °C.
The DNA was then pelleted by centrifugation at 1000 x g for 1 to 10 min until a solid pellet was formed. The pellet was washed with 1 ml wash buffer (76% ethanol, 10 mM ammonium acetate) and incubated at room temperature for at least 20 min before centrifugation at 1000 x g. The supernatant was discarded and 400 μl 1 X TE was added. The samples were left at room temperature for 2 to 3 hrs or 4 °C overnight to allow re-suspension. RNase A was added to a final concentration of 10 μg/ml and the reaction was incubated for 10 min at room temperature. One fifteenth volume of 20% (w/v) sodium dodecyl sulfate (SDS) and one third volume of 5M potassium acetate were then added and the reaction was mixed gently and placed on ice for 30 min. Samples were then centrifuged at maximum speed and the supernatant was retained and purified further by phenol/chloroform extraction and ethanol precipitation before re-suspension in 60 μl 10 mM Tris-HCL (pH 8). 
Yes No *Reaction conditions were initial denaturation at 95°C for 10 minutes, the following for 30 cycles: denaturation at 95°C for 30s, annealing at 55°C for 30s for primer set 10712, extension was at 72°C for 30s and final extension was at 72°C for 10 minutes. 
